1. Viral Immunology Laboratory, Oswaldo Cruz Institute, Rio de Janeiro, Brazil The samples analyzed in this study were from the an ongoing project for arbovirus Health-Brazil. All participating subjects provided a written consent. The plasma samples analyzed in this study were collected from April 2016 to May 2016 1 0 9 during the chikungunya outbreak in Rio de Janeiro, Brazil. Patients were assisted at the were randomly selected for partial sequencing (E1 gene) and phylogenetic analysis. Mini Kit (Qiagen Inc., Germany) according to the protocol described by the 1 2 5 manufacturer and stored at -70 o C. For partial sequencing of CHIKV E1 gene, primers by 20 were used in two steps with 1 2 7
Qiagen OneStep RT-PCR Kit (Qiagen, Inc., Germany). Five microliters of the extracted 1 2 8
RNA was reverse transcribed into cDNA and amplified using sense 10246 5′- The fragments generated were purified using PCR Purification Kit or Gel Extraction Kit 1 4 4 (QIAGEN, Inc., Germany) and sequenced in both directions using the BigDye Joining" method, Kimura-2 parameter model (K2), with a bootstrap of 1,000 1 5 5
replications. The tree was built based on the analysis of the best fit for model, as and accession number were as follow: KX966400 to KX966409. The molecular characterization and phylogenetic analysis of representative strains Bahia belonging to the ECSA genotype did not show this substitution at the 211 amino 1 7 0 acid and where a lysine (K) is found in the prototype. Since its first description, CHIKV has been responsible for important emerging and Due to the high vector density, the presence of susceptible individuals and the intense 1 7 8 movement of people, Brazil has a major risk for the occurrence of arbovirus epidemics. After its introduction, CHIKV has caused outbreaks in many regions of Brazil, mainly in Rio de Janeiro and, the data available was from the Asian genotype characterized in 1 9 0 imported cases analyzed in 2014 and 2015 25 . From our knowledge, this is the first report on the ECSA genotype circulation during the 1 9 3 2016 outbreak in Rio de Janeiro. This genotype was first reported in Feira de Santana,
Bahia, Northeast region of Brazil, during 2014 and studies revealed that the strains 1 9 5 originated from Angola (West Africa). Moreover, it was the first time that this genotype 1 9 6
was reported in Americas. The other CHIKV introduction in Brazil was from the Asian 1 9 7 genotype in Oiapoque, Amapá, North Brazil, also during 2014 and, studies revealed that 1 9 8 those strains were originated from the Caribbean and South America 10,17,26 . Additionally, the molecular characterization the E1 gene fragment analyzed showed that 2 0 0 9 an alanine was present at the E226 position, therefore showing no A226V mutation. was not identified in the strains from Bahia, which has a Lysine (K) as the prototype of 2 0 9 this genotype. Further studies are needed to clarify the consequences of those mutations, 2 1 0
including to the mosquitoes fitness and the human immune system, but other studies A p e r f e i c
